NaCl, 1% Triton X-100, 1% sodium deoxycholate, 0.1% SDS and 1mM EDTA) as described previously.5) Cell extracts were immunoprecipitated with an excess amount of anti-p60 serum raised against p60v~src which is produced in Escherichia coli;e:> 4 fA of anti-p60 serum was added to 80 fA of lysate (prepared from 1/20 of one 90 mm-dish culture) and kept on ice for 1 hour. After protein A-Sepharose 4B-CL were added, the mixture were rotated at 4°Cfor 90 minutes. The immunoprecipitates were washed five times with RIPA buffer and further washed three times with 40mMTris-HCl (pH 7.2). Washedimmunoprecipitates were resuspended in 30 [A of kinase assay buffer contain- obtained by excising the p60T~src bands from the gel and counting as described.6) By this reaction, p60v'src is phosphorylated on tyrosine-4166) and this residue is the site of phosphorylation of
NaCl, 1% Triton X-100, 1% sodium deoxycholate, 0.1% SDS and 1mM EDTA) as described previously.5) Cell extracts were immunoprecipitated with an excess amount of anti-p60 serum raised against p60v~src which is produced in Escherichia coli;e:> 4 fA of anti-p60 serum was added to 80 fA of lysate (prepared from 1/20 of one 90 mm-dish culture) and kept on ice for 1 hour. After protein A-Sepharose 4B-CL were added, the mixture were rotated at 4°Cfor 90 minutes. for 30 minutes at 20°C. Staurosporine was dissolved, diluted in DMSOand added to the assay buffer at the concentrations indicated. The reaction products were analyzed on a SDS-10% acrylamide gel. The dried gel was exposed to X-ray film for 90 minutes.
Key to lanes: 1; Control (DMSO), 2-5; staurosporine 1 ng/ml (lane 2), 3 ng/ml (lane 3), lOng/ml (lane 4), 100 ng/ml (lane 5). The serum used here can also immunoprecipitate endogenous p60c src in the cells. The protein band which migrated close to the p60 was found to be degraded p60.7) The minor bands which migrated as high molecular weights were not reproducible.
Wethink that auto-phosphorylation reaction detected here is attributable exclusively to p60v"src, because no band of phosphorylated protein was detectable when lysates from uninfected CEFwere analyzed by the same procedure. Phosphopeptide map analysis and phosphoamino acid determination confirmed that the band is derived from p60v"src and tyrosine-416 is the site of phosphorylation (data not shown).
32P-Labeled p60v"src were excised from the appropriate region of the SDS-polyacrylamide gels and counted for 32P. Fig. 2 shows that the IC50 value of staurosporine was 3 ng/ml (6.4 nM). From these result, we conclude that staurosporine is a potent inhibitor of tyrosine specific protein kinases as well as serine and threoninespecific protein kinases which include phospholipid/Ca+ +-dependent protein kinase and cyclic AMP-dependent protein kinase. Staurosporine may bind to the catalytic domain of these protein kinases which shares an homologous region.83 It is noteworthy that extremely low levels of staurosporine (1~8 nM) caused the 50% inhibition of phosphate transfer from ATPunder the assay conditions containing much higher concentrations of ATP (100 jum 
